2015)
, but more important, not from antagonistic muscles. However, during early development, motor neurons do receive proprioceptive inputs from antagonistic muscles that need to be eliminated for proper motor function (Poliak et al., 2016; Seebach and Ziskind-Conhaim, 1994) . The molecular mechanisms responsible for this sensory-motor refinement are currently unknown.
Disruption of neuronal networks through synaptic elimination leading to compromised neuronal output underlies neurodegenerative diseases such as Alzheimer, frontotemporal dementia (FTD), and spinal muscular atrophy (SMA) (Lui et al., 2016; Tisdale and Pellizzoni, 2015; Verret et al., 2012) . However, unlike Alzheimer disease and FTD, SMA is a disease that occurs during early development in both humans and animal models (Montes et al., 2009; Tisdale and Pellizzoni, 2015) , implying that neuronal circuits are immature and possibly more vulnerable to synaptic perturbations. SMA patients have homozygous deletions or mutations in the survival motor neuron 1 (SMN1) gene, but retain at least one copy of a nearly identical hypomorphic gene, SMN2 (Lefebvre et al., 1995) , resulting in a ubiquitous deficiency of the SMN protein (Tisdale and Pellizzoni, 2015) . Although the hallmarks of SMA are motor neuron death and muscle atrophy, sensory-motor dysfunction is one of the earliest manifestations of the disease in mouse models (Mentis et al., 2011) . Furthermore, we demonstrated that SMN deficiency in proprioceptive synapses decreases presynaptic glutamate release onto motor neurons, resulting in the reduction of their firing ability . The inability of motor neurons to sustain high-frequency firing contributes to deficits in muscle contraction and limb movement. However, the molecular mechanisms involved in proprioceptive synaptic dysfunction and their reduction in SMA are not well understood.
It is becoming increasingly evident that dysfunction and the elimination of synaptic connections is an early pathogenic event triggering a cascade of network changes that contribute to the neurodegenerative disease process (Palop and Mucke, 2010) . Some studies have highlighted an essential role for glial cells in synaptic elimination (Paolicelli et al., 2011; Schafer et al., 2012; Stephan et al., 2013; Stevens et al., 2007) . A strong emerging candidate is the anomalous opsonization, or "tagging," of synapses by complement proteins. Complement-mediated synaptic elimination has been proposed as a mechanism for the removal of select synapses during the development of the retinogeniculate system (Stevens et al., 2007) . Complement proteins have been implicated in Alzheimer disease (Hong et al., 2016) and FTD (Lui et al., 2016) . Whether complement proteins are involved in synapse elimination in sensory-motor circuits, either during normal development or in disease, is poorly understood.
Here, we report that the complement proteins of the classical pathway, C1q and C3, are expressed early during normal spinal cord development and aberrantly upregulated in SMA. We further show that C1q is responsible for the proper assembly and refinement of sensorymotor circuits during development in wild-type (WT) mice. Moreover, the aberrant activation of classical complement cascade is involved in the dysfunction and is responsible for the selective elimination of synapses in SMA. Inhibition of C1q deposition on synapses with an anti-C1q antibody in vivo or pharmacological depletion of microglia confers both structural and functional rescue of synapses in SMA mice, resulting in significant behavioral benefit, suggesting that inhibition of this pathway may be a potential therapeutic target. Our study demonstrates that the classical complement cascade plays critical roles in the refinement of developing spinal motor circuits, while its aberrant activation is involved in SMA pathology.
RESULTS

Proprioceptive Synapses Are Eliminated at the Onset of SMA
Proprioceptive synapses contact motor neurons at late embryonic stages (Chen et al., 2003) and proliferate during postnatal development (Kudo and Yamada, 1987; Li and Burke, 2002; Mentis et al., 2011) . In SMA, proprioceptive synapses are reduced compared to age-matched WT mice (Mentis et al., 2011) . However, it is unknown whether SMA synapses are developmentally arrested and fail to increase in number during postnatal development as with their WT counterparts or they are physically eliminated during the disease process. To address this question, we performed a temporal analysis of the synaptic density of proprioceptive synapses on SMA motor neurons in the L1 spinal segment. We focused on proximal dendrites of motor neurons, since proprioceptive synapses expressing the vesicular glutamate transporter 1 (VGluT1) are highly populated (>80%) on these sites Rotterman et al., 2014) . At birth (postnatal day 0 [P0]), there is no significant difference in the number of proprioceptive synapses between WT and SMA mice ( Figures  1A-1C ), suggesting that sensory synapses are formed normally in SMA. However, at later ages, there is a significant progressive loss of SMA VGluT1 + synapses at P11 and P13 compared to P4 in proximal dendrites, measured at both 0-50 and 50-100 μm dendritic compartments from the soma ( Figures 1B and 1C ). There was no significant difference in synaptic number on the soma of motor neurons at different ages in SMA ( Figure S1A ). This result indicates that SMN-deficient synapses are formed normally at birth and subsequently eliminated, starting at the onset of the disease phenotype.
C1q Is Transiently Expressed during Normal Spinal Cord Development and Upregulated in SMA
To probe into the molecular mechanisms responsible for the synaptic loss in SMA, we explored the involvement of C1q, the initiating protein of the classical complement pathway that has been previously implicated in synapse elimination in glaucoma (Howell et al., 2011; Stevens et al., 2007) , Alzheimer disease models (Hong et al., 2016) , and FTD models (Lui et al., 2016) . Immunoreactivity experiments against C1q revealed the presence of this protein at similar levels in both WT and SMA mice at birth ( Figure 1D ). However, in striking contrast, there is a strong upregulation of C1q in SMA spinal cord both at P4 (onset of SMA) and at P11 (late stage of disease) compared to their age-matched WT counterparts ( Figure 1D ). C1q immunoreactivity revealed an increased signal around but not within motor neurons ( Figure 1E ). The specificity of C1q antibody was validated in C1q knockout (C1q −/− ) mice ( Figure S1B ). In addition, we found increased C1q immunoreactivity in human post-mortem spinal cord from a type I SMA patient compared to a control ( Figure  S1C ). qRT-PCR experiments from mouse spinal cords revealed that C1qA mRNA was significantly increased at P4 in SMA compared to WT L1-L2 spinal cords ( Figure 1F ). This increase of C1q expression in SMA was not associated with the activation of other inflammatory pathways since there were no differences in the mRNA levels of the proinflammatory cytokines interleukin 1β (IL-1β), IL-6, and tumor necrosis factor (TNF) in WT and SMA L1-L2 spinal cords at P4 ( Figure S1D ). These results suggest that C1q was produced locally in the vicinity of the motor neurons and demonstrate that C1q is transiently expressed during early postnatal development in WT spinal cords and is aberrantly upregulated at the onset of SMA.
C1q and C3 Tag Vulnerable Synapses in SMA
To determine whether C1q is associated with proprioceptive sensory synapses, we investigated putative interactions between C1q and VGluT1 + synapses with high-resolution confocal microscopy followed by deconvolution and image analysis in WT and SMA spinal cords at P4. We discovered that C1q is associated with or "tags" VGluT1 synapses in both WT and SMA mice (Figures 2A-2D ). However, a significantly higher percentage (~25%) of SMA proprioceptive synapses on the proximal dendrites of L1 motor neurons were tagged compared to WT counterparts (~4%) ( Figure 2E ). Each tagging event was confirmed using intensity line profiling (Figures 2C and 2D) . The preferential tagging of proximally located proprioceptive synapses in SMA was not evident at birth (P0), which correlated with the lack of any difference between the number of sensory-motor synapses on WT and SMA motor neurons ( Figure S2A ). These results indicate that aberrant C1q tagging occurs after birth in SMA mice.
We next addressed the possibility that C1q randomly tags synapses in SMA, irrespective of the neurotransmitter used, since experiments with synaptophysin antibodies, a pan-synaptic marker, revealed a widespread tagging of SMA synapses contacting motor neurons (Figures S2B and S2C) . Using antibodies against the vesicular GABAergic transporter (VGAT), which labels GABAergic synapses, and the antibody against C1q, we found that there was no difference in the extent of tagging between WT and SMA mice ( Figures S2D and S2E) . These results indicate that increased C1q tagging is specific for proprioceptive synapses, which are reduced in SMA.
To test whether C1q tagging triggers the activation of the classical complement pathway, we investigated the expression and localization of the complement component C3, a downstream and central protein of the classical pathway. qRT-PCR experiments revealed a significant increase in C3 mRNA in SMA spinal cords compared to WT controls at P4 ( Figure 2F ). To determine the localization of C3 in vulnerable synapses in SMA, immunohistochemistry experiments against C3 were performed, followed by high-resolution confocal microscopy, deconvolution, and image analysis. The specificity of C3 immunoreactivity was validated in C3 knockout (C3 −/− ) mice ( Figure S2F ). Our analysis revealed that C3 was associated with both WT and SMA VGluT1 + synapses (Figures 2G and 2H) . However, a significantly higher number of proprioceptive synapses were associated with C3 in SMA mice compared to WT controls ( Figure 2I ). These results indicate that the percentage of synapses associated with C3 on proximal dendrites was similar to those tagged by C1q, suggesting the activation of the classical complement pathway early in the disease process.
Microglia Are Responsible for Synaptic Removal in the Spinal Cord
We next sought to examine the cell type responsible for VGluT1 + synaptic elimination. Since microglia have been implicated in synaptic pruning via the receptor for cleaved C3 protein (Wu et al., 2015) , we examined their presence by immunohistochemistry using Iba1 as a microglia marker. We observed an increase in the presence of Iba1 + microglia within the motor neuron nucleus in SMA mice compared to age-matched controls at P4 ( Figure 3A ). Remnants of VGluT1 + synapses were observed within microglia in both WT and SMA motor neuron pools (insets in Figure 3A ). Quantification of the number of remnants of VGluT1 + synapses within microglia revealed a significantly higher incidence in SMA mice ( Figure 3B ). The large extent of VGluT1 remnants within microglia were localized to the internal lysosomal compartments marked by CD68 antibody ( Figure S3A ). In addition, every Iba1 + cell-in both WT and SMA-revealed a low expression of CD45, while no CD45 + /Iba1 − cells were observed, suggesting that there is no infiltration of leukocytes ( Figure S3B ). These results suggest phagocytosis of VGluT1 synapses by microglia, the resident macrophage within the CNS, upon activation of the classical complement cascade.
To see whether other components of the classical complement cascade become activated, we tested gene expression levels (by qRT-PCR) of the downstream C5 and its receptor C5aR1 in WT and SMA mice at the onset of disease at P4, when the complement tagging of synapses occurs. We found no difference in C5 or C5aR1 mRNA levels between WT and SMA L1-L2 spinal cords (Figures S3C and S3D) . We also tested for the potential difference between WT and SMA mice in the expression of the membrane attack complex (MAC) inhibitor CD59b, a key complement regulator in mice (Qin et al., 2003) , since studies in Alzheimer disease and amyotrophic lateral sclerosis reported high levels of downstream complement components, coupled with a low expression of CD59 (Lee et al., 2013; Yang et al., 2000) . We found no difference between WT and SMA L1-L2 spinal cords at P4 ( Figure S3E ). Although our results cannot directly rule out a role for the downstream components of the classical complement cascade, the gene expression levels of C5, C5aR1, and CD59 suggest that activation of the membrane attack complex is unlikely to be involved in synaptic removal in SMA.
If microglia play a critical role in synaptic elimination in SMA mice, then the depletion of microglia should protect vulnerable synapses in SMA mice. To test this idea, we treated WT and SMA mice from P0 until P10 twice daily with 50 mg/kg of PLX5622, a pharmacological inhibitor of the colony-stimulating factor 1 receptor (CSF1R) (Elmore et al., 2018) . We found a significantly higher number of microglia in the ventral horn of SMA mice compared to WT age-matched controls ( Figures S3F and S3G ). The administration of PLX5622 during the first 10 days of the postnatal period resulted in an ~90% reduction of microglia in both WT and SMA mice ( Figure S3G ). There was a significant rescue of proprioceptive synapses (VGluT1 + ) on motor neuron proximal dendrites in PLX5622-treated SMA mice compared to untreated SMA mice ( Figures 3C and 3D ). In addition, there was significant behavioral benefit in SMA mice depleted of microglia, as shown by the gradual temporal improvement in righting time ( Figure 3E ). WT mice treated with PLX5622 did not exhibit any significant differences in behavioral changes in righting ( Figure 3E ) or body weight gain ( Figure S3H ). The treatment of SMA mice with PLX5622 did not result in the rescue of motor neuron death ( Figure 3F ), which is consistent with the intrinsic mechanisms of motor neuron degeneration previously reported Van Alstyne et al., 2018) . These results indicate that microglia, which are aberrantly increased in SMA mice, are responsible for synaptic removal in SMA.
C1q Tagging of Proprioceptive Synapses Is Driven by SMN Deficiency in Proprioceptive Neurons
To identify the trigger for C1q deposition at proprioceptive synapses, we restored SMN protein expression selectively in proprioceptive neurons in SMA mice. For this, we used a mouse model of SMA harboring a single targeted mutation and two transgenic alleles, resulting in the following genotype: Smn +/Res ;SMN2 +/+ ;SMNΔ7 +/+ .
The allele carrying the targeted mutation (Smn Res ) is engineered to revert to a fully functional Smn allele upon Cre-mediated recombination (Cre +/− ;Smn Res/− ;SMN2 +/+ ;SMNΔ7 +/+ ) (Lutz et al., 2011) ; SMN2 is the human gene and SMNΔ7 corresponds to the human SMN cDNA lacking exon 7. In the absence of the Cre recombinase (Cre −/− ;Smn Res/− ;SMN2 +/+ ;SMNΔ7 +/+ ), the phenotype of these mice is similar to that of the SMNΔ7 SMA mice . The restoration of SMN protein in proprioceptive neurons was achieved by crossing these conditional inversion SMA mice with parvalbumin::Cre (Pv Cre ) mice, known to label exclusively proprioceptive neurons during the first 10 postnatal days, as we have previously shown Mendelsohn et al., 2015) . We found a significant reduction in C1q-tagged VGluT1 + proprioceptive synapses in the proximal dendrites of vulnerable SMA motoneurons in SMA::Pv Cre mice ( Figures 3G and 3H ). This result indicates that C1q tagging of proprioceptive synapses is driven by the effects of SMN deficiency in proprioceptive neurons.
Microglia Are the Local Source of C1q in the Spinal Cord
We next addressed the source of C1q in the spinal cord. Since we did not observe C1q within motor neurons and the large accumulations of the C1q resembled the microglia shape, we performed immunohistochemistry experiments in which the C1q antibody was combined with the antibodies against Iba1 and TMEM119, a specific microglial marker that is not expressed by either macrophages or other immune and neuronal cell types (Bennett et al., 2016) . We found that all Iba1 + /TMEM119 + cells (n = 128 from 3 WT mice; n = 215 from 3 SMA mice) expressed a strong signal against C1q in both WT and SMA mice ( Figures 4A  and S4A ). In addition, we found that all Iba1 + cells were CD68 + (n = 135 from 3 WT mice; n = 252 from 3 SMA mice), suggesting that there is no infiltration of monocytes or macrophages. Fluorescence in situ hybridization (FISH) combined with immunohistochemistry revealed the presence of C1qA mRNA within microglia labeled by the Iba1 antibody, but not inside motor neurons labeled by the choline acetyltransferase (ChAT) antibody ( Figure S4B ). These results demonstrate that microglia are the major source of C1q in the developing spinal cord.
Postnatal Block of C1q Tagging Confers Synaptic and Behavioral Benefit in SMA Mice
To confirm and expand on the role of C1q, we used a mouse monoclonal anti-C1q antibody (a-C1q) (Lansita et al., 2017) to neutralize C1q in SMA mice. The C1q globular domain responsible for its recognition properties has a compact, almost spherical heterotrimeric assembly of C1qA, C1qB, and C1qC, which appears to be behind the versatile recognition properties of C1q (Gaboriaud et al., 2003) . The exact target of C1q binding on a synapse is unknown. In addition, it is not known which subunits of C1q drive the synaptic localization of C1q. The neutralizing antibody binds to a conformational epitope spanning two of the three subunits that make up the globular head groups of C1q. The antibody blocks the interaction of C1q with diverse ligands, including immunoglobulin M (IgM), phosphatidyl serine, and C-reactive protein (CRP). Results from Lansita and colleagues (Lansita et al., 2017) demonstrated that a-C1q antibody can fully block the functional activation of the classical cascade in multiple animal species. It has also been shown to be active in animal models of antibody-mediated disease (McGonigal et al., 2016) and antibody-independent neurodegeneration (Hong et al., 2016; Dejanovic et al., 2018) . SMA mice were treated with either a-C1q or isotype (mIgG1) control antibody from birth (P0) every other day at a dose of 100 mg/kg.
The binding affinity and specificity of the anti-C1q antibody versus its isotype control were validated by the C1q-binding assay ( Figure S4C ). We found a significant increase in VGluT1 + synapses on the somata and proximal dendrites of L1 motor neurons at P10 in SMA mice treated with a-C1q antibody (SMA + a-C1q Ab), but not in the control treated SMA mice (SMA + Ctr Ab) ( Figures 4B-4D ). Furthermore, there were no differences in VGluT1 synaptic density between untreated mice and isotype control treated SMA mice ( Figures 4C and 4D ). There was a nearly complete rescue of VGluT1 + synapses on the proximal dendrites of motor neurons in a-C1q-treated SMA mice ( Figure 4D ). Treatment with a-C1q antibodies did not upregulate SMN in the spinal cord ( Figure S4D ), nor in dorsal root ganglions (DRGs), since there was no increase in Gems, which are nuclear structures containing SMNs (Liu and Dreyfuss, 1996) , in proprioceptive neurons ( Figures S4E and  S4F ). a-C1q-treated SMA mice did not show any rescue of SMA motor neurons ( Figure 4E ), further supporting that C1q is not involved in motor neuron death induced by SMN deficiency. To test whether the blocking of C1q has any effects on neuromuscular junction (NMJ) denervation, we investigated the extent of denervation in the vulnerable quadratus lumborum (QL) muscle. We found no difference between untreated SMA, isotype controltreated SMA, and a-C1q-treated SMA mice (Figures 4F and 4G) . This is likely due to the absence of C1q around NMJs in the QL muscle in SMA mice ( Figure S4G ). In addition, the compound muscle action potentials (CMAPs) tested in the QL muscle following stimulation of the L1 ventral root did not show any improvement compared to untreated or isotype control treated SMA mice ( Figure S4H ). These results demonstrate the involvement of C1q in central but not peripheral synapse elimination in SMA.
To test whether the rescued VGluT1 + synapses in a-C1q-treated SMA mice were functional, we used the ex vivo spinal cord preparation and performed dorsal-to-ventral root reflexes in the L1 segment at P11. We found a significant increase in the amplitude of the reflex response in a-C1q-treated SMA mice compared to controls ( Figures 4H and 4I) . Moreover, the synaptic reliability of the rescued synapses was similar to that of WT mice ( Figure 4K ), following high-frequency stimulation (20 Hz). The synaptic reliability test is independent of the number of synapses present and the number of motor neurons present, since the amplitude of motor neuron response at high frequency is normalized to the first stimulus.
These results demonstrate that the neutralization of C1q by in vivo treatment with an a-C1q antibody from birth confers an increase in the number and function of proprioceptive synapses in SMA mice, suggesting complement involvement early in synaptic dysfunction, besides its role in selective synaptic elimination. To test whether this observation translates into any behavioral improvement in SMA mice, we monitored daily the righting time, body weight, and lifespan in untreated SMA mice, isotype control treated, and a-C1q antibodytreated SMA mice. a-C1q antibody treatment provided a significant improvement in the survival of SMA mice by extending their lifespan by ~25% ( Figure 4L ). We found that although the body weight gain was minimal in all groups ( Figure S5A ), there was a significant improvement in the righting time in a-C1q-treated SMA mice compared to controls ( Figure 4M ). The improvement in righting time was progressive over time, which was markedly defined by the ability of SMA mice to right and even walk (see Video S1 for WT and SMA mice, and Video S2 for a-C1q-treated SMA mice). These results demonstrate that postnatal treatment with anti-C1q antibody in SMA mice after birth rescues both the number and the function of sensory synapses, which provides remarkable behavioral benefits that emphasize the significance of this approach as a potential combinatorial therapeutic strategy in SMA patients.
Genetic Deletion of C1q Rescues Proprioceptive Synapses in SMA Mice
To determine the direct involvement of C1q in the removal of proprioceptive synapses in SMA, we genetically removed C1q from SMA mice by crossing SMA mice with mice harboring a ubiquitous deletion of C1qa (Botto et al., 1998) . We found a significant rescue of proprioceptive synapses both on the somata and the proximal dendrites of vulnerable L1 motor neurons in SMA::C1q −/− mice compared to SMA mice at P10 (Figures 5A-5C). As expected Van Alstyne et al., 2018) , we did not observe any significant rescue of vulnerable L1 motor neurons in SMA::C1q −/− mice ( Figure 5D ). To test whether the rescued synapses were functional, we used the ex vivo spinal cord preparation to measure the amplitude of monosynaptic reflex recorded in the L1 ventral root evoked by stimulation of the homonymous dorsal root ( Figure 5E ). We found a significant increase in the amplitude of the reflex in SMA::C1q −/− mice compared to SMA age-matched mice ( Figure 5F ), but no difference in the latency of the reflex ( Figure 5G ). These results demonstrate that genetic deletion of C1q from SMA mice rescues the number and function of proprioceptive synapses, indicating that C1q-mediated synaptic removal is an aberrant pathogenic process.
C1q Mediates the Refinement of Sensory-Motor Circuits during Normal Development
Genetic deletion of C1q did not confer any behavioral benefit in SMA mice, unlike postnatal C1q inhibition with anti-C1q antibody, despite the similar rescue of proprioceptive synapses. Both body weight and righting time across all ages were not improved compared to those in SMA mice ( Figures S5B and S5C) . These results raised the possibility that C1q may be involved in synaptic elimination as part of the refinement of spinal sensory-motor circuits during prenatal development. To address this, we investigated the synaptic density of VGluT1 + proprioceptive synapses on motor neurons in C1q −/− mice. We discovered ~25% excessive VGluT1 synapses, both on the somata and the proximal dendrites of motor neurons in C1q −/− mice compared to WT counterparts at P11 ( Figures 6A-6C ). We next tested whether these excessive synapses were functional by measuring dorsal root-to-ventral root reflexes ex vivo in the L1 lumbar segment at P11 ( Figure 6D ). We found that the amplitude of the monosynaptic reflex was significantly greater compared to that of WT counterparts ( Figures 6D and 6F ). In addition, to test the synaptic efficacy of the supernumerary synapses in C1q −/− mice, we challenged synaptic neurotransmission under high-frequency (20 Hz) stimulation. We found that the amplitude change of the reflex was similar to that observed in WT mice ( Figures 6F and 6G) . Since there were also no differences in motor neuron numbers between C1q −/− and WT mice ( Figures S6A and S6B) , these results indicate that the supernumerary number of synapses in C1q −/− mice is functional.
C1q −/− mice were mildly underweight compared to their WT controls ( Figure S7A ). They exhibited stark differences in the righting time ( Figure 7A ). C1q −/− mice exhibited a marked delay in righting, which was very prominent at birth and progressively improved over the second postnatal week ( Figure 7A ). The increased number of proprioceptive synapses on motor neurons, coupled with the inability of mice to right themselves, raised the possibility that sensory-motor circuits may have been inappropriately established during late embryonic and early postnatal development. We therefore investigated the pattern of connectivity between two antagonistic motor pools, the tibialis anterior (TA) and the gastrocnemius (Gastro) muscles. We used an assay that exploits the transganglionic transport ability of cholera toxin β-subunit (CTb) conjugated to Alexa 555. When injected in a muscle, CTb accumulates in ~40% of the proprioceptive sensory synapses, which can be marked in an independent and selective manner by the presynaptic expression of VGluT1 (Mendelsohn et al., 2015) . We injected the TA muscle with CTb-Alexa 555 to label both the TA motor neurons and the proprioceptive synapses and the Gastro muscle with fluorescein dextran (Dext) that labels only motor neurons ( Figures 7B and 7C ). This distinction allows a binary comparison of the density of CTb-labeled proprioceptive synapses in contact with homonymous CTb-labeled or antagonistic Dext-labeled motor neurons (Mendelsohn et al., 2015) . We analyzed the synaptic density ~6-7 days post injection, the minimum time required for both motor neuron and synaptic labeling (Mendelsohn et al., 2015) . We found ~22% of Gastro motor neurons receiving inappropriate sensory synapses emanating from proprioceptive neurons in the antagonistic TA muscle in C1q −/− mice, but none in WT mice (Figures 7D and 7E) . These results indicate that C1q plays a major role in spinal sensorymotor circuit refinement during normal development and may also explain the lack of motor improvement observed in SMA::C1q −/− mice.
DISCUSSION
Our study demonstrates the involvement of C1q, the initiating protein of the classical complement pathway, in the refinement of spinal sensory-motor circuits during normal development and identifies its involvement in dysfunction and its role in the selective elimination of proprioceptive synapses in the neurodegenerative disease SMA. Under SMNdeficient conditions, there is an aberrant upregulation of C1q protein by microglia. Dysfunction of vulnerable synapses on motor neurons is coupled with the deposition of C1q and subsequent activation of the classical complement pathway, leading to their progressive microglia-mediated elimination in SMA. Postnatal in vivo inhibition of the classical 
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Author Manuscript complement cascade with an anti-C1q antibody rescues the number and function of synapses, extends the lifespan, and confers significant behavioral benefit in SMA mouse models. Therefore, protecting vulnerable synapses by blocking aberrant C1q may represent a viable therapeutic approach that is complementary to SMN upregulation. We have uncovered previously unknown roles of the classical complement pathway in the refinement of developing spinal motor circuits and synaptic pathology in SMA.
Aberrant Activation of the Classical Complement Pathway Induces Loss of Vulnerable Synapses in SMA
SMA has emerged as a model disease to study the role of dysfunction of synaptic contacts in neurodegenerative diseases (Shorrock et al., 2019; Tisdale and Pellizzoni, 2015) . We have previously shown that motor neuron loss follows sensory synapse dysfunction (Mentis et al., 2011) . We have also shown that selective restoration of SMN in proprioceptive sensory neurons restored the number of sensory synapses and corrected their dysfunction, which resulted in improvement in the spiking frequency of SMA motor neurons, while it had no effect on motor neuron survival. These findings revealed that synaptic dysfunction and motor neuron survival are two independent events in SMA . The restoration of SMN in sensory and spinal interneurons was also reported to improve the behavioral phenotype in Drosophila models of SMA (Imlach et al., 2012) . All of these studies identified sensory synapses as a primary neuronal target contributing to the disease phenotype, but the mechanisms by which sensory synapses in SMA are actively eliminated remained elusive. Here, we demonstrate that proprioceptive sensory synapses on SMA motor neurons are tagged by the aberrantly expressed classical complement proteins C1q and C3. While C1q and C3 localize to proprioceptive synapses in both WT and SMA mice, they are significantly higher in SMA. Furthermore, the presence of VGluT1 remnants within microglia suggests that C1q deposition on these synapses triggers the activation of the classical complement cascade, leading to their subsequent microglia-mediated elimination, likely via complement receptor 3 (CR3). In addition, we show another important role for microglia. C1q is produced exclusively by microglia in the spinal cord of both WT and SMA mice, which is consistent with a recent report in the brain (Fonseca et al., 2017) , but not by motor neurons, as previously suggested . Genetic ablation or pharmacological inhibition of C1q in SMA mice rescued vulnerable synapses, indicating that the activation of the classical complement cascade is the major mechanism for synaptic elimination in SMA. In addition, postnatal in vivo depletion of microglia with PLX5622 resulted in a significant rescue of synapses and phenotypic benefit in SMA mice. Furthermore, since VGluT2 + synapses have also been reported to be vulnerable and reduced in SMA (Ling et al., 2010; Simon et al., 2016) , complement and microglia could also be implicated in their removal. Our study therefore demonstrates that the aberrant activation of the classical complement pathway triggers synaptic loss and indicates that microglia are the major cell type responsible for synaptic elimination in SMA.
The trigger for the selective elimination of proprioceptive glutamatergic synapses in SMA is unknown. It is unlikely that C1q preferentially tags glutamatergic synapses for elimination in SMA due to the neurotransmitter type, since inhibitory synapses in a mouse model of FTD are selectively removed by C1q (Lui et al., 2016) . This raises the possibility that neuronal activity may be a determining factor for the selective synaptic elimination. We have previously shown that proprioceptive synapses in SMA exhibit dysfunction to a certain extent early (~P2) in the disease process . It is possible that C1q "senses" early synaptic changes and further propagates synaptic dysfunction and the demise of motor function. Furthermore, selective restoration of SMN in proprioceptive neurons or a pharmacologically induced increase in neuronal activity rescues synaptic function and elimination in SMA mice . In this study we show that the selective restoration of SMN in proprioceptive neurons in SMA mice abrogates C1q tagging to nearly WT levels, supporting the idea that C1q tagging is mediated by synaptic mechanisms that originate within proprioceptive neurons. CD47, a transmembrane protein also known as a "do not eat me" signal, is localized at synapses (Mi et al., 2000; Toth et al., 2013) . It was also demonstrated that CD47 in the developing lateral geniculate nucleus (LGN) preferentially localizes in more active synapses, where it may serve as a protective signal against complement proteins, thereby directing microglia to eliminate weak or dysfunctional synapses (Lehrman et al., 2018) . Vulnerable SMA proprioceptive synapses may have reduced CD47 expression and become available to microglia-mediated elimination by the complement cascade. Although several genes have recently been implicated in sensory neuron dysfunction in SMA (Ackermann et al., 2013; Shorrock et al., 2018) , a mechanistic link that connects SMN loss with the increased C1q expression we report here remains unknown. It is possible that ubiquitous SMN deficiency, which leads to motor neuron dysfunction causes motor neurons to release yet unknown factor(s) that either directly or through other glial cell(s) signal to microglia and trigger the overexpression of C1q.
Requirement of C1q for the Normal Development of Sensory-Motor Circuits
The monosynaptic spinal sensory-motor arc reflex consists of proprioceptive sensory neurons and motor neurons innervating the homonymous muscle. During embryonic development, ~30% of motor neurons are innervated by proprioceptive afferents from antagonistic muscles (Seebach and Ziskind-Conhaim, 1994) , which persists during the first postnatal week (Poliak et al., 2016) . However, proprioceptive afferents connecting motor neurons supplying antagonistic muscles are removed during postnatal development (Mears and Frank, 1997; Mendelsohn et al., 2015) . Here, we show that the molecular mechanisms responsible for the elimination of these inappropriate synapses that had long remained elusive require C1q and activation of the classical complement pathway.
We demonstrate that the genetic removal of C1q in WT mice results in a ~25% increase in proprioceptive synapses on both the somata and the proximal dendrites of motor neurons. Furthermore, our tracing experiments demonstrate that C1q is involved in the refinement of proprioceptive synapses on motor neurons originating from antagonistic muscles, revealing a C1q-mediated mechanism responsible for synaptic refinement in the developing spinal cord. During this period, proprioceptive synapses have been shown to play a major role in righting behavior , whereas descending pathways such as vestibulospinal inputs play a more prominent role than proprioceptive in this behavior after the first postnatal week (Bignall, 1974; Pellis and Pellis, 1994; ten Donkelaar, 2000) . The supernumerary synapses in C1q −/− mice are functional, as demonstrated by the increase in amplitude of the homonymous dorsal-to-ventral root reflex. However, the lack of pruning of inappropriate 
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How does C1q eliminate inappropriate proprioceptive synapses? The assembly of selective sensory-motor connections has been shown to depend on the position at which motor neurons settle in the ventral spinal cord, as well as their surface recognition features (Fukuhara et al., 2013; Pecho-Vrieseling et al., 2009; Sürmeli et al., 2011) . Microglia are known to exhibit an ability to interact with synapses in response to neurotransmitter release or sensory experience (Nimmerjahn et al., 2005; Ransohoff and Perry, 2009; Wake et al., 2009 ). In addition, during early development, microglia engulf synapses in the LGN, which is dependent upon neural activity, complement tagging, and the microglia-specific CR3 (Schafer et al., 2012) . It is possible that inappropriate proprioceptive synapses are less active, which may be sensed by microglia, leading to C1q deposition, activation of the classical pathway, and microglia-mediated synaptic elimination via CR3. In support of this, we observed C3 localized on VGluT1 synapses in early postnatal WT mice as well as VGluT1 synaptic remnants within microglia. These data suggest that at least a portion of C1q-tagged inappropriate proprioceptive synapses are eliminated via the classical complement pathway and microglia, revealing a previously unsuspected role in the refinement of spinal sensory-motor circuits during normal development.
In summary, here, we show that sensory-motor circuit refinement occurs through C1qmediated mechanisms during early development, while aberrant activation of the classical complement pathway contributes to synaptic dysfunction and causes elimination of proprioceptive synapses at the onset of SMA, which propagates the demise of motor function. In the future, it will be interesting to determine whether other synapses in the spinal motor circuit are pruned by similar mechanisms as part of their developmental refinement. Based on our findings, it will also be important to unravel how C1q is upregulated in SMA and to establish the therapeutic potential of its inhibition for treatment of this neurodegenerative disease.
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EXPERIMENTAL MODEL AND SUBJECT DETAILS
Mice-Mice were housed under pathogen-free conditions and all surgical procedures were performed on postnatal mice in accordance with the National Institutes of Health Guidelines on the Care and Use of Animals and approved by the Columbia animal care and use committee (IACUC). Animals of both sexes were used in this study since previous published work in mouse models of SMA as well as patient data do not show any sex-related difference in the onset or severity of SMA.
The original breeding pairs for the SMA mice used in our study (Smn +/− /SMN2 +/+ / SMNΔ7 +/+ ) were purchased from Jackson Mice (Jax stock #005025; FVB background). C1qa −/− mice (C57BL6 background) were provided by Dr. M. Botto (Imperial College London, UK) as previously reported (Botto et al., 1998) under an MTA agreement. C1qadeficient mice (C57BL/6) have no C1q protein and have disrupted classical complement activity (Botto et al., 1998) . C3 −/− mice (C57BL/6 background), which are deficient in C3 protein, were obtained from The Jackson Laboratory (B6 129S4-C3 < tmCrr > /J; stock No. 003641). C1qa −/− mice were bred with SMA mice to generate Smn −/− ;SMN2 +/+ ;SMNΔ7 +/+ ;C1qa −/− . Pv Cre (Jax stock #008069) mice were bred with SMA mice expressing a Smn Cre-inducible allele (Smn Res ; JAX stock #007951; (Lutz et al., 2011) to generate Pv-Cre +/− /SMN2 +/+ /SMNΔ7 +/+ , expressing mice. Cre-SMA mice were null for the Smn allele, Cre absent and carrying the Smn Res allele (Smn Res/− /SMN2 +/+ /SMNΔ7 +/+ ). Cre+ SMA animals were carrying one allele of the Smn Res , absent of endogenous mouse SMN and heterozygous for Pv Cre (PV-Cre +/− /Smn Res/− /SMN2 +/+ /SMNΔ7 +/+ ). WT mice were those homozygous for the wild-type allele in the absence of Cre (Smn +/+ /SMN2 +/+ / SMNΔ7 +/+ ).
Genotyping-Tail DNA PCR genotyping protocols for SMA-Δ7, C3 −/− and Pv Cre mice were followed as described on the Jackson website (https://www.jax.org). For the Smn, Pv Cre and C3 alleles universal PCR reaction was used as follows: 12.5 μL of GoTaq Hot Start Green Master Mix (Promega), 0.5 μL of each primer (25 μM; Sigma), and 4 μL of 1:20 diluted lysed tail DNA in a final volume of 25 μl using ddH2O. For the Smn alleles products were amplified using the following thermal cycling method: 95°C for 2 mins, followed by 35 cycles of 95°C for 1 min, 55°C for 1 min, 72°C for 1 min and followed by 72°C for 5 mins. For the Pv Cre alleles products were amplified using the following thermal cycling method: 94°C for 3 mins, followed by 34 cycles of 94°C for 30 s, 58°C for 30 s, 72°C for 1 min and followed by 72°C for 5 mins. For the C3 alleles products were amplified using the following thermal cycling method: 94°C for 3 mins, followed by 12 cycles of 94°C for 20 s, 64°C for 30 s (−0.5°C per cycle), 72°C for 35 s, followed by 25 cycles of 94°C for 20 s, 58°C for 30 s and 72°C for 35 s, and followed by 72°C for 2 mins. For the C1q genotyping, tail DNA extraction was performed using KAPA Biosystems Express Extract Kit (cat #KK7103). PCR reaction was used as follows: 25 μL 2× Master Mix (2 mM; Promega #: M750B), MgCl2 (25 mM; Promega #: A351F), 2 μL of Neo3′ primer, 1 μL of mC1qIN/1− and mC1qA/5′+ primer, 0.5 μL of lysed tail DNA and 16.5 μL of ddH 2 O. For the C1q alleles products were amplified using the following thermal cycling method: 95°C for 4 mins, 94°C for 1 min, followed by 35 cycles of 94°C for 1 min, 57°C for 30 s and 72°C for 30 s, followed by 70°C for 10 mins. Customized primers used are listed in the Key Resources Table. METHOD DETAILS Behavioral Analysis-Mice from all experimental groups were monitored daily, weighed, and three righting reflex tests were timed and averaged as described in Fletcher et al. (2017) . Mice with a body weight reduction of 25% from the previous day and an inability to right were euthanized with carbon dioxide to comply with IACUC guidelines. Righting time was defined as the time for the pup to turn to an upright position after being placed on its back. The cut-off test time for the righting reflex was 60 s to comply with IACUC guidelines. For systemic administration of C1q neutralizing antibody, anti-C1q (ANX-M1, mouse anti-C1q antibody) or isotype control (mouse IgG1), from Annexon Biosciences were used under an MTA agreement. WT and SMA mice were injected intraperitoneally (IP) every second day starting at birth (P0) until death with a dose of 100 mg/kg and monitored daily for body weight and righting times. The investigator was blinded to the treatment either by anti-C1q or the isotype control antibodies. For systemic administration of PLX5622 IP solution, mice were injected intraperitoneally twice daily starting at birth (P0) until P10/11 (tissue collection) with a dose of 50 mg/kg and monitored daily for body weight and righting times. This treatment resulted in maximal microglia depletion but at low survival rate in both WT and SMA mice.
Physiology Using the Ex Vivo Spinal Cord Preparation-Experimental protocols
used in this study have been described in previous publications Mentis et al., 2011) . Animals were decapitated, the spinal cord was dissected and isolated in cold (~12°C) oxygenated (95%O 2 /5%CO 2 ) artificial cerebrospinal fluid (aCSF) containing in mM: 128.35 NaCl, 4 KCl, 0.58 NaH2PO4.H20, 21 NaHCO3, 30 D-Glucose, 1.5 CaCl2.H20, and 1 MgSO4.7H20. The spinal cord was then transferred to a customized recording chamber. The chamber was perfused continuously with oxygenated aCSF (~10 ml/ min) at room temperature (~21-24°C). Dorsal and ventral roots were placed into suction electrodes for stimulation and recording, respectively.
Ventral root recordings were obtained from the L1 ventral root in response to the stimuli from the homonymous L1 dorsal root. We defined the stimulus threshold as the minimal current necessary to evoke a response in the homonymous ventral root in 3 out of 5 trials. Dorsal roots were stimulated at supramaximal intensity (0.2ms, 2-5× threshold) delivered by a constant current stimulus isolator (A365 -WPI, Sarasota, FL). The recordings were amplified 1000× (Cyberamp, Molecular Devices), fed to an A/D interface (Digidata 1320A, Molecular Devices) and acquired at 50kHZ using Clampex (V10, Molecular Devices). Data were then analyzed offline using Clampfit (Molecular Devices). Amplitude measurements were performed by averaging the responses of 10 single stimulations at 0.1 Hz. In some experiments, the tissues were collected for immunohistochemistry. Following the recording session, the spinal cord was immersion-fixed with 4% PFA overnight and subsequently transferred to PBS and processed for immunohistochemistry staining.
Functional Assessment of the NMJ-To functionally assess neuromuscular junctions of the Quadratus Lumborum (QL) muscle at P11, we developed a technique by which motor neurons axons in the ventral root L2 (innervating the QL muscle) were stimulated by drawing the ventral root into a suction electrode -having removed the spinal cord. The L2 ventral root was stimulated with a single stimulus (0.2 ms, supramaximal intensity of stimulation) at different frequencies, ranging between 0.1 Hz to 50 Hz to emulate the physiological range of neonatal motor neurons' firing . The compound muscle action potentials (CMAPs) of the QL were recorded using a concentric bipolar electrode inserted in the belly of the muscle. The maximum CMAP amplitude (baseline-topeak) was averaged from 10 single stimulations at 0.1 Hz. In some experiments, the tissues were collected for immunohistochemistry. Following the recording session, QL muscles were fixed in 4% PFA for 20 minutes and subsequently transferred to PBS and processed for neuromuscular junction (NMJ) staining.
Tracing and Immunohistochemistry-Experimental protocols used in this study have been described before Mentis et al., 2011) . Mice at birth (P0), P4, or P11 were used in tracing and immunohistochemistry experiments [WT, SMA, SMA+Ctr Ab, SMA+a-C1q Ab, SMA+PLX5622, WT+PLX5622, C1q −/− , SMA+C1q −/− ].
Somatodendritic Labeling of Motor Neurons-The dissected ex vivo spinal cord was transferred to a dissection chamber and hemisected to improve oxygenation (for P11 spinal cords). The chamber was perfused with cold (~10°C), oxygenated (95% O 2 / 5% CO 2 ) aCSF (containing in mM: 128.35 NaCl, 4 KCl, 0.58 NaH2PO4.H2O, 21 NaHCO3, 30 D-Glucose, 0.1 CaCl2.H2O, and 2 MgSO4.7H2O). The L1 ventral root was placed in a suction electrode containing a fluorescent dextran dye to retrogradely fill motor neurons. After 14 -20 hours the spinal cord was immersion-fixed in 4% paraformaldehyde (4 hours to overnight) and washed in 0.01M phosphate buffer saline (PBS). The spinal cord was thereafter processed for immunohistochemistry as described below.
Retrograde Labeling of Muscle-Identified Motor Neurons-WT and C1q −/− motor neurons supplying the Gastrocnemius (GA) and Tibialis Anterior (TA) muscles were retrogradely labeled in vivo by intramuscular injection of CTb conjugated to Alexa 555 or Fluorescinated Dextran. Newborn (P0) mice were anesthetized by isoflurane inhalation. A small incision in the right or left TA and GA area was made to access the muscles. TA muscles were injected with ~1 μL of 1% CTb-Alexa 555 in PBS, and GA muscles were injected with dextran-488. Injections were done using a finely pulled glass micropipette. CTb and Dextran were delivered by pressure to an adapted microsyringe. Incisions were closed with sutures. Spinal cords were collected at P7 and processed for immunohistochemistry.
Tissue Collection-Mice were anesthetized with 1.2% avertin (intraperitoneal injection, 300mg/kg) and transcardially perfused initially with the ice-cold PBS to remove the blood until tissue was completely cleared of blood. If tissue fixation was required, animals were additionally perfused with 4% PFA. After transcardial perfusion spinal cord tissue was carefully dissected, post-fixed by immersion in 4% paraformaldehyde (4 hours to overnight) and washed in PBS.
Immunohistochemistry-Spinal cords were embedded in warm 5% Agar and serial transverse sections from L1 spinal segment were cut on a Vibratome (75 μm thickness). For experiments involving anti-mouse antibodies, sections were pre-incubated for 1 hour in M.O.M blocker (Vector Laboratories) in PBS-T to block endogenous antigens. Sections were blocked with 10% normal donkey serum in 0.01M PBS with 0.1% Triton X-100 (PBS-T; pH 7.4) and incubated overnight (24 hours for the C1q antibody) at room temperature in different combinations of primary antibodies in PBS-T. The following day, sections were washed in PBS-T and secondary antibody incubations were performed for 3 hours with the from L1-L3 segments and immersion fixed further for 2 hours. The tissue was cut immediately using a vibratome into 100 μm sections and blocked in PBS-T containing M.O.M. blocker (Vector Laboratories) for an hour to prevent the secondary antibody from binding to non-specific mouse antigens. Sections were then treated as described for the previous immunohistochemistry protocol and incubated with antibodies against Parvalbumin -chicken polyclonal anti-Parvalbumin (1:2000; custom made) and SMN -mouse monoclonal anti-SMN (1:50; BD Biosciences, 610646). Sections were washed and further incubated with the secondary antibodies: Alexa Fluor 488 donkey anti-chicken (Jackson ImmunoResearch, 703-545-155), donkey anti-mouse-Cy5 IgG (Jackson ImmunoResearch, 715-175-151) and counter-stained with DAPI. Sections were washed and mounted in 30% glycerol in PBS.
NMJ Staining-Neuromuscular junctions (NMJs) were analyzed in the QL muscle. Muscles from P11 mice from each genotype were immersion fixed in 4% PFA for 20 mins and washed in PBS. Single fibers were teased using fine forceps and washed for 30 mins in PBS supplemented with 0.1M glycine. To stain the postsynaptic part of neuromuscular endplates fibers were incubated with alpha-bungarotoxin-555 antibody for 20 mins and washed in PBS before permeabilization with ice-cold methanol at −20°C for 2 mins. Fibers were then washed in PBS and incubated in a blocking solution containing 10% Donkey Serum in 0.3% PBS-T for an hour before exposure to antibodies against neurofilamentrabbit polyclonal anti-Neurofilament (1:500; Millipore) and synaptophysin -guinea pig polyclonal anti-synaptophysin (1:500; Synaptic Systems, 101 004) at 4°C overnight. Samples were washed in PBS prior to one-hour long incubation with the following secondary antibodies: Alexa Fluor 488 donkey anti-rabbit (Jackson ImmunoResearch, 711-545-152) and Donkey anti-guinea pig-Cy5 IgG (Jackson ImmunoResearch, 706-175-148). Fibers were washed and mounted in 30% glycerol in PBS.
QUANTIFICATION AND STATISTICAL ANALYSIS
Imaging and Analysis-Sections were imaged using the SP8 Leica confocal microscope and analyzed using LASX (Leica Microsystems) and ImageJ (NIH) software. For all immunohistochemical analysis, at least three animals were used for each genotype. For motor neuron counts, we analyzed z stacks images (acquired at 3 μm intervals) collected for each section that contained a fluorescent signal from L1 retrogradely labeled motor neurons and/or ChAT immunostained, as previously described Mentis et al., 2011) . Sections were scanned using a ×20 objective. Only motor neurons (ChAT+) that contained the nucleus were counted in order to avoid double counting of neurons from adjoining spinal cord sections.
Quantitative analysis of VGluT1 immunoreactive synaptic densities on L1 motor neurons at P11 were performed on z stacks of optical sections scanned using an ×40 objective throughout the whole section thickness (acquired at 0.35 μm z-steps) to include the entire motor neuron cell body and proximal dendrites of retrogradely labeled or/and ChAT+ motor neurons. To obtain density estimates, we counted all VGluT1+ contacts on dendritic segments at 50 μm sequential distances (0-50 and 50-100) from the motor neuron cell body and divided this number by the total linear length of all dendritic segments in each compartment as described previously Mentis et al., 2011) . For VGluT1 motor neuron soma counts, only motor neurons with a whole cell body present within the z stack were included. To exclude gamma motor neurons from the analysis, only the motor neurons with a soma perimeter larger than 400 μm 2 were considered.
SMN Quantification-Sections were scanned using ×40 oil objective throughout the whole section at 0.5 μm z-steps. The number of gem positive and negative proprioceptive neurons was counted for each genotype. Three animals were used for each genotype and a minimum of 30 neurons were counted for each animal.
NMJ Quantification-To determine the extent of NMJ innervation, NMJ synapses were acquired using an ×20 objective and z stack images were scanned at 2 μm z-steps. Images were analyzed offline using LASAF software. Innervated and denervated synapses were counted. NMJs were only considered innervated if the presynaptic nerve terminal completely co-localized with the postsynaptic endplate.
Fluorescent In Situ Hybridization Combined with Immunohistochemistry-
Transcardially perfused spinal cords were collected, post-fixed in 4% PFA for 24 hours at 4°C, and cryopreserved overnight in sequential 10%, 20% and 30% sucrose solutions. Spinal cord L1-L3 segments were then sectioned at 20 μm thickness using a cryostat (Leica) and mounted on superfrost slides. Fluorescent in situ hybridization for C1qa was performed using RNAscope probe from Advanced Cell Diagnostics (ACD, #441221-C3) and the RNAscope Multiplex Fluorescent Reagent Kit V2 (ACD, #323110) following the manufacturer's recommendations. TSA Plus Cyanine 5 System (PerkinElmer, #NEL745E001KT) was used for developing HRP-C1 signal. The sample slides were briefly washed with PBS after the last wash in the RNAscope protocol, subsequently blocked in 10% NDS, and stained overnight at room temperature in a wet chamber with antibodies against ChAT (1:100; Millipore, AB144P) and against Iba1 (1:500; Wako 019-19741). The following day, sections were washed in PBS-T and secondary antibody incubation was performed for 2 hours. Sections were subsequently washed in PBS, mounted on glass slides using ProLong Gold Antifade Mountant (#P36931) and coverslipped.
Quantification of Tagged Synapses-Analysis of C1q and C3 deposition on synapses was performed from single optical plane images acquired with an ×63 or ×40 oil objective at 4096×4096 dpi resolution using the SP8 Leica confocal microscope and LASX software (Leica Microsystems) for deconvolution and subsequent offline image analyses. Only synapses contacting motor neurons on soma and on dendrites were included in analysis. Synapse was determined as "tagged" if C1q or C3 signal colocalized with the presynaptic signal, which was confirmed using the intensity line profiling tool, where synaptic markers and C1q (or C3) intensity line profiles overlapped. We counted all synaptic contacts on soma and on dendrites against the tagged synapses on soma and on dendrites respectively, to obtain the percentage of tagged synapses. 
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